..GCCGCGGTCTCGTAGTCCGGTGAGCCGG.. Transfection of pX459 imbued HEK293T cells with a strong resistance against puromycin that enabled them to survive in 5 μg/ml of puromycin, whereas those transfected with pX330 were completely dead after exposure to 1 μg/ml of puromycin. However, 10 μg/ml of puromycin induced too much cell death, even with pX459. Therefore, we decided to use 5 μg/ml of puromycin for HEK293T cells. HeLa cells were much more sensitive to puromycin, even with pX459, than HEK293T cells. The addition of 1 μg/ml of puromycin almost completely killed the cells transfected with pX459. In 0.5 μg/ml of puromycin, HeLa cells transfected with pX330 were almost all dead, but some of the cells transfected with pX459 survived.
Therefore, we decided to use 0.5 μg/ml of puromycin and let the cells expand 2 more days for the Note that the same data of WT Cas9 are shown in Fig. 3 . As expected, eSpCas9(1.1) combined with longer or shorter gRNAs tended to lose its activities compared to WT Cas9, except for with GRN-2+G and GRN-2-17. This was probably due to a compound effect on the threshold for the conformational checkpoint in response to changes in both the amino acid residues of Cas9 and gRNA sequences. (1) 95˚ C 2 min.
(2) 98˚C 10 sec. 
